STIM1) as the DNA template for PCR reactions. In the first PCR step, two sets of primers were used to generate PCR fragments "a" and "b" containing the YF mutated amino acid. In the second PCR step, the final PCR fragment "c" was generated by combining PCR fragments "a" and "b" in the PCR using a set of primers that included the flanking 5'-XhoI and 3'-Bam HI restriction sites. Primer sets used to generate fragment "a" were: 5'-GGAGTAACGGTTCTGGATAAAGGCAAACCAGCA-3' hSTIM1-Y316F-F: 5'-GCGGAGCCGCCAAAAATTTGCTGAGGAGGAG-3'and hSTIM1-Y316F-R 5'-CTCCAACTCCTCCTCAGCAAATTTTTGGCGGCT-3'and hSTIM1-Y361F-F: 5'-GAGGTGGAGGTGCAATTTTACAACATCAAGAAGC-3' and hSTIM1-Y361F-R 5'-TGCTTCTTGATGTTGTAAAATTGCACCTCCACC-3' and hSTIM1-Y361D-F: 5'-GAGGTGGAGGTGCAAGATTACAACATCAAGAAGC-3' and hSTIM1-Y361D-R: 5'-TGCTTCTTGATGTTGTAATCTTGCACCTCCACC-3'. Fragment "c" was generated by using primers hSTIM1-XhoI-F and hSTIM1-BamHI-R. In the primers, the bold and italicized base pairs indicated restriction sites while the underlined base pairs indicated the mutated amino acid. The final PCR product "c" was then digested with XhoI and BamHI and ligated to pEYFP-N1 vector also digested with the same restriction enzymes to generate the resulting plasmid pEYFP-N1-STIM1mutants. The ligated reactions were transformed into DH5α Subcloning Effiency Competent Cells (ThermoFisher Scientific, Grand
Island, NY). The transformed cells were plated onto LB plates supplemented with 25μg/ml Kanamycin (ThermoFisher). After overnight incubation at 37 o C, single colonies were cultured in LB with 25μg/ml Kanamycin overnight. Plasmid DNA was obtained using GeneJet Plasmid Miniprep kit (ThermoFisher Scientific) and analyzed by restriction digestion to confirm the correct size of the vector (pEYFP-N1) and insert (STIM1). Further amplification of the plasmid DNA was done using NucleoBond Xtra Midi Kit (Clontech Laboratories, Mountain View, CA). The resulting plasmid was verified for DNA purity and identity by DNA quantification, gel analysis, and sequencing analysis.
Generation of VE-cadherin promoter (VECP) driven control vector and Y361F-STIM1 mutant was performed as described (Prandini et al., 2005) . Briefly, YFP-(Yellow Fluorescent Protein) was PCRamplified using pEYFP-N1 as the DNA template (Clontech Laboratories, Mountain View, CA). YFP amplicon was digested and ligated to PGL4-VECP vector via EcoRV. The ligated reactions were transformed after which single colonies were screened and plasmid DNA was prepared as previously Figures 1A, 2B , 5B, S2B HRP-conjugated anti-mouse Donkey sc-2318 WB: (1:10000) Figures 1A, 2B, 4A , 5B, S1B HRP-conjugated anti-rabbit Goat sc-2054 WB: (1:10000) Figures 1A, 2A , 2B, 4A, 4B and 5B WB, western blot All secondary antibodies were from Santa Cruz Biotechnology. All siRNAs were from Ambion. 
